. Cyclins A and B accumulate to high levels in Greatwall-depleted CSF extracts. (Top) Greatwall, Cyclin A, Cyclin B, and Cdc2 phosphorylated on Tyr15 were examined on Western blots; the latter three proteins increase over time in Greatwalldepleted extracts, but not mock-depleted control extracts.
establishes that the accumulation of Cyclins A and B is due to the continuous translation of mRNAs for these proteins in the extracts. (Bottom) H1 kinase levels in Greatwalldepeleted CSF extracts. As in Figure 2B , total H1 kinase levels decrease immediately after Greatwall depletion, but then gradually rebound over time. Cyclin A-or Cyclin Bcontaining CDK complexes were independently immunoprecipitated and the immunoprecipitates were then assayded for H1 kinase. The majority of the residual H1 kinase in these extracts was due to cyclin A-CDKs. Extracts prepared identically to those in Figure 4 were assayed for nuclear morphology (A), and for levels of cyclins A and B (panel B) and H1 kinase (C). There is a slow increase in H1 kinase to a level that is eventually about two-thirds of that seen at the peak (late metaphase) in control cycling extracts. Supplementary Figure 6 demonstrates that this H1 kinase activity is mostly due to cyclin A-CDK complexes rather than MPF. 6His-tagged wild-type Greatwall purified from insect tissue culture cells expressing a baculovirus construct was added to CSF extracts and incubated at 23°C for 30 min in the absence of Ca 2+ (mitotic His-Gwl/M) or the presence of Ca 2+ (interphase His-Gwl/I).
Tagged protein was then removed by protein A-agarose beads coated with anti-6His
antibody. The beads were gently washed, and precipitated proteins were examined by Western blot. Plx1 reproducibly co-precipitated with both His-Gwl/M and His-Gwl/I, although the interactions were weak because only ~3-5% of the input Plx1 in the extracts were pulled down and because the Plx1 could be removed from the beads by more stringent washes. It is also possible that a small amount of Cdc2 co-precipitates with mitotic Greatwall, but not interphase Greatwall.
